The Voges-Proskauer (VP) test has found wide acceptance in clinical laboratories as a means of classifying strains of Enterobacteriaceae, based on acetoin production. Much effort has been exerted to reduce the time necessary for a positive test, and this has been extensively reviewed (5, 7, 8, 12) .
Acetoin has been detected directly in moisture from incubated slants of triple sugar iron (TSI) medium (2) , provided the slants are acid. Strains producing alkaline slants when grown on TSI medium have to be incubated for 4 to 6 h before acetoin can be detected (1) .
In Enterobacter aerogenes, acetoin and 2,3-butanediol are formed by three enzymes (Fig.  1 ): the pH 6 acetolactate-forming enzyme (E1), acetolactate decarboxylase (E,) (EC 4.1.1.5), and diacetyl(acetoin) reductase (Es) (3) . Acetate has multiple effects on this pathway. It induces the three enzymes (3, 10), activates El (11), and regulates the balance between acetoin and 2, 3-butanediol (S. H. Larsen and F. C. Stormer, Eur. J. Biochem., in press).
The aim of this report was to investigate whether the effects of acetate could be taken advantage of to reduce the time necessary for detection of VP-positive organisms.
Bacteria were obtained from clinical material, and from water samples (kindly supplied by V. Gaustad, Oslo Board of Health). They were identified after growth overnight at 37 C on slants of double sugar iron (DSI) medium I Present address: Methodology Department, National Institute of Public Health, Oslo, Norway. which is identical to TSI medium with sucrose omitted, mannitol motility tubes (0.2% mannitol, 0.25% Oxoid agar no. 3), and fluid indole urea medium (0.3% L-tryptophan and 2% urea in saline phosphate buffer with phenol red). The organisms were classified as VP positive or negative by incubation for 48 h at 37 C in 6 ml of 1% glucose broth (standard VP test).
The ability of bacterial strains to produce acetoin was investigated by transferring one loopful of cells, grown overnight on DSI medium, to tubes containing 0.2 ml of sterile Koser's citrate medium (9, page 56). The latter was modified by adjustment of pH, and addition of various levels of glucose and sodium acetate, where indicated. The tubes were incubated for 60 min in a water bath at 37 C and tested for acetoin (1) .
Preliminary experiments were performed with E. aerogenes strain 1033. Bacteria were transferred from DSI medium to tubes of Koser citrate medium that contained various quantities of glucose and sodium acetate. These were then adjusted to different pH values. Acetoin production was optimal at a glucose concentration of 1%.
Equivalent amounts of acetoin were formed at pH 6.0 in the presence of 10 to 25 mM acetate, and at pH 7.0 in the presence of 0. (6) . The lack of response to acetate in the five VP-positive strains of Proteus may indicate a different mechanism of acetoin formation. Organisms, possessing the mechanism of acetate-stimulated acetoin production which is found in E. aerogenes, can be recognized as VP positive more rapidly when acetate is incorporated in test media. We, therefore, want to focus the attention on the potential value of this compound in the differentiation of Enterobacteriaceae.
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